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(54) LEUKOCYTE ANALYZING METHOD 

(5 7) Abstract* 

PURPOSE- To realize the classification of five kinds of the normal leukocytes by using acridine 
orange fluorescence staining solution containing acridine orange fluorescence dyestuff, buffer 
solution whose pH is higher than physiological pH and physiological isotonic osmotic pressure 
reagent as analyzing fluorescence staining solution. 

CONSTITUTION- When leukocyte is stained with acridine orange staining agent, the leukocyte 
is bonded with neucleuses present in the leukocyte and granules present in cytoplasma. The 
green or red fluorescence is generated. The neucleus of the cell is mainly constrtuted of DNA. 
When the neucleus is bonded with the acridine orange, the green fluorescence indicating the 
maximum value in the vicinity of 530nm is generated. The granule present in the cytoplasma 
contains RNA. Therefore, the red fluorescence having the maximum value in the vicinity ot 
640nm is generated. The osmotic pressure of the acridine orange fluorescence gaining 
solution is set in the vicinity of 290mosm/kg of physiological osmotic pressure. The pH I of 
fluorescence solution is set at a value higher than the normal physiolog.cal pH. Thus, the five 
of the normal leukocytes can be classified. Furthermore, a small amount of erythrocyte 
hemolysis agent is added into the staining solution. Thus, the surface of the cell cytoplasmic 
membrane of the leukocyte is changed. In this way, the fluoresence intensity is increased at 
normal temperature and the staining time is shortened. 
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